. Strategy for generation of Pih1d3 / mice. (A) Structure of the targeting vector as well as of the WT, neo, flox, and null alleles. The Pih1d3 gene contains one exon (black box). In the targeting vector, the Pih1d3 exon is followed by a Myc epitope tag sequence, an internal ribosome entry site (Ires)-lacZ ORF expression cassette, and an FRT-flanked phosphoglycerate kinase gene (Pgk) promoter-neomycin resistance gene (neo) cassette, all of which are flanked by LoxP sites. The targeting vector was integrated into the mouse genome by homologous recombination to generate the neo allele, the neo cassette of which was removed with Flp recombinase to yield the flox allele or the LoxP-flanked cassette of which was removed with Cre recombinase to yield the null allele. Diagnostic restriction enzymes (KpnI, EcoRV), a probe for Southern blot analysis (5 probe), and primers for PCR analysis are indicated. (B) Southern blot analysis of Pih1d3 mutant mice. Genomic DNA isolated from mice of the indicated genotypes was digested with KpnI and EcoRV and subjected to hybridization with the 5 probe. The 9.4-and 8.7-kb bands correspond to the WT allele and to the neo, flox, or null alleles, respectively. Video 1. Movie of WT sperm. Motility of WT sperm was examined by EMCCD camera (iXon+; Andor Technology) with a halogen lamp via an intravital microscope (AF DMI 6000B; Leica). The images were captured at 30 frames/s during 5 s. WT sperm were motile. Video 2. Movie of Pih1d3 / sperm. Motility of Pih1d3 / sperm was examined by EMCCD camera (iXon+; Andor Technology) with a halogen lamp via an intravital microscope (AF DMI 6000B; Leica). The images were captured at 30 frames/s during 5 s. The Pih1d3 / sperm were immotile. Video 3. Movie of WT trachea cilia. Motility of trachea cilia in WT mice was examined by a high speed camera (HAS-500; Detect) with a halogen lamp via an upright microscope (AxioPlan2; Carl Zeiss). The images were captured at 100 frames/s during 2 s. Note that trachea cilia were motile in WT mice.
Video 4. Movie of Pih1d3 / trachea cilia. Motility of trachea cilia in Pih1d3 / mice was examined by a high speed camera (HAS-500; Detect) with a halogen lamp via an upright microscope (AxioPlan2; Carl Zeiss). The images were captured at 100 frames/s during 2 s. Note that trachea cilia were motile in Pih1d3 / mice. Three WT mice (8 wk) and three Pih1d3 / mice (8 wk) were examined for the weight of the testis and the number of sperm stored in the cauda epididymis. For each mouse, the two testes were measured for both. There was no significant difference in the weight between WT and Pih1d3 / testes (P > 0.05). The number of mature sperm stored in the cauda epididymis was reduced in Pih1d3 / mice (P < 0.01). Data are means ± SEM (n = 3). Numbers of the abnormal seminiferous tubules in Pih1d3 / mice were counted by observing H&E-stained cross sections of Pih1d3 / testis. Sections of three testes from three independent Pih1d3 / mice were observed. For one Pih1d3 / testis, three sections from different regions of the testis were analyzed. Data are means ± SEM (n = 3).
